Effect of Phosphatidylserine and Cholesterol on Membrane-mediated Fibril Formation by the N-terminal Amyloidogenic Fragment of Apolipoprotein A-I by Mizuguchi, Chiharu et al.
1Scientific RepoRtS |  (2018) 8:5497  | DOI:10.1038/s41598-018-23920-3
www.nature.com/scientificreports
Effect of Phosphatidylserine 
and Cholesterol on Membrane-
mediated Fibril Formation by 
the N-terminal Amyloidogenic 
Fragment of Apolipoprotein A-I
Chiharu Mizuguchi1,2, Mitsuki Nakamura1, Naoko Kurimitsu1, Takashi Ohgita1, Kazuchika 
Nishitsuji3, Teruhiko Baba4, Akira Shigenaga  2, Toshinori Shimanouchi5, Keiichiro Okuhira2, 
Akira Otaka2 & Hiroyuki Saito1
Here, we examined the effects of phosphatidylserine (PS) and cholesterol on the fibril-forming 
properties of the N-terminal 1‒83 fragment of an amyloidogenic G26R variant of apoA-I bound to 
small unilamellar vesicles. A thioflavin T fluorescence assay together with microscopic observations 
showed that PS significantly retards the nucleation step in fibril formation by apoA-I 1‒83/G26R, 
whereas cholesterol slightly enhances fibril formation. Circular dichroism analyses demonstrated 
that PS facilitates a structural transition from random coil to α-helix in apoA-I 1‒83/G26R with 
great stabilization of the α-helical structure upon lipid binding. Isothermal titration calorimetry 
measurements revealed that PS induces a marked increase in capacity for binding of apoA-I 1‒83/G26R 
to the membrane surface, perhaps due to electrostatic interactions of positively charged amino acids 
in apoA-I with PS. Such effects of PS to enhance lipid interactions and inhibit fibril formation of apoA-I 
were also observed for the amyloidogenic region-containing apoA-I 8‒33/G26R peptide. Fluorescence 
measurements using environment-sensitive probes indicated that PS induces a more solvent-exposed, 
membrane-bound conformation in the amyloidogenic region of apoA-I without affecting membrane 
fluidity. Since cell membranes have highly heterogeneous lipid compositions, our findings may provide 
a molecular basis for the preferential deposition of apoA-I amyloid fibrils in tissues and organs.
Apolipoprotein A-I (apoA-I) is the principal protein in plasma high-density lipoprotein (HDL) and plays a central 
role in the formation and metabolism of HDL particles1,2. Human apoA-I is a 243-residue polypeptide that folds 
into two tertiary structural domains, comprising an N-terminal highly α-helical domain (residues 1–189) and 
a more flexible C-terminal domain (residues 190–243)3–5. Naturally occurring mutations in human apoA-I are 
known to be associated with low plasma HDL concentrations and hereditary amyloidosis6, in which the amy-
loidogenic mutations are clustered in two segments of the N-terminal domain (residues 1–90 and 154–178)7–9. 
In most hereditary amyloidogenic mutations associated with familial amyloid polyneuropathy, the N-terminal 
80–100-residue fragments of the mutated apoA-I are found to deposit as amyloid fibrils in peripheral organs such 
as kidneys, heart, liver, and gastrointestinal tract10–12. The proteolytic cleavage of the full-length protein and the 
release of these N-terminal fragments could potentially happen either prior or following the protein misfolding 
and aggregation of the amyloidogenic apoA-I variants9. To date, the molecular mechanisms of the onset and 
development of these pathologies are largely unknown.
1Department of Biophysical Chemistry, Kyoto Pharmaceutical University, 5 Nakauchi-cho, Misasagi, Yamashina-ku, 
Kyoto, 607-8414, Japan. 2Graduate School of Pharmaceutical Sciences, Tokushima University, 1-78-1 Shomachi, 
Tokushima, 770-8505, Japan. 3Department of Molecular Pathology, Institute of Biomedical Sciences, Tokushima 
University Graduate School, 3-18-15 Kuramoto-cho, Tokushima, 770-8503, Japan. 4Biotechnology Research Institute 
for Drug Discovery, National Institute of Advanced Industrial Science and Technology (AIST), Tsukuba, 305-8565, 
Japan. 5Graduate School of Environmental and Life Science, Okayama University, Okayama, 700-8530, Japan. 
Correspondence and requests for materials should be addressed to H.S. (email: hsaito@mb.kyoto-phu.ac.jp)
Received: 6 December 2017
Accepted: 22 March 2018
Published: xx xx xxxx
OPEN
www.nature.com/scientificreports/
2Scientific RepoRtS |  (2018) 8:5497  | DOI:10.1038/s41598-018-23920-3
In a cellular environment, interactions with cell membranes are thought to play a critical role in the aggre-
gation and fibrillation of a variety of amyloidogenic proteins13–15. Membrane binding increases the local con-
centration of proteins and reduces the diffusion dimension to the cell surface plane, resulting in increase in the 
probability of molecular collision with other proteins to aggregate16,17. In some natively unstructured amyloi-
dogenic proteins such as islet amyloid polypeptide (IAPP) and α-synuclein, the formation of partially α-helical 
conformers upon membrane binding facilitates the aggregation of proteins through exposure of highly amyloi-
dogenic sequences18–20. Alternatively, it is known that stabilization of the α-helical structure of proteins generates 
a kinetic trap in transition to β-strand structure, thereby inhibiting the aggregation and fibril formation21–23. 
In apoA-I, the N-terminal amino acid 1‒83 or 1‒93 fragments that are predominantly a random coil structure 
in solution have a strong propensity to form amyloid fibrils11,24–26. However, a lipid environment promotes the 
transition to the α-helical structure, thereby preventing the β-aggregation and fibril formation of the proteins27,28. 
Interestingly, the G26R mutation, the first and most common amyloidogenic mutation found in apoA-I10,29, was 
shown to facilitate fibril formation of the N-terminal 1‒83 fragment of apoA-I on membrane surfaces through a 
partial destabilization of α-helical conformation28.
Cell membranes have highly heterogeneous lipid compositions that vary between cell types and organelles30,31. 
Such variety of lipid composition in cell membranes is crucial in modulating the interactions of amphipathic 
proteins with membranes. In particular, negatively charged phospholipid (PL) such as phosphatidylserine (PS) 
and phosphatidylglycerol are well known to influence the kinetics of the aggregation and fibril formation of many 
amyloidogenic proteins on the membrane surface27,32–36. In addition, neutral lipid components such as choles-
terol and phosphatidylethanolamine were shown to regulate the membrane interaction and fibril formation of 
α-synuclein32,37,38 and IAPP36,39,40. Although the effects of lipid composition on the interaction of apoA-I with 
lipid membranes have been extensively studied41–44, little is known about modulation of the kinetics of the fibril-
logenic process of apoA-I by different membrane compositions.
In the present study, we investigated the effects of PS and cholesterol on the fibril-forming properties of the 
N-terminal 1‒83 fragment of the G26R variant of apoA-I bound to small unilamellar vesicles (SUVs). We also 
examined the modulation of lipid interaction and structural transition of apoA-I upon membrane binding by PS 
and cholesterol. The results indicate that PS strongly inhibits fibril formation of the N-terminal 1‒83 fragment of 
apoA-I G26R variant through stabilization of α-helical structure on the membrane environment.
Results
Effects of PS and cholesterol on fibril formation of apoA-I 1‒83/G26R on SUV. We previously 
demonstrated that although membrane binding greatly inhibits fibril formation by apoA-I 1‒83 fragment, the 
G26R variant retains the ability to form fibrils on the membrane surface28. Therefore, we first assessed the effects 
of PS and cholesterol on the fibril-forming properties of apoA-I 1‒83/G26R in the presence of phosphatidylcho-
line (PC) SUV using the amyloidophilic fluorescent dye, thioflavin T (ThT). As shown in Fig. 1A and B, apoA-I 
1‒83/G26R exhibited sigmoidal increases in ThT fluorescence with increasing time in solution as well as on lipid 
membranes. Such time-dependent increase in ThT fluorescence gradually retarded with increasing contents of 
PS in PC SUV, and essentially no increase in ThT fluorescence was observed for PC/PS (7/3) SUV at PL to apoA-I 
weight ratio of 30 (Fig. 1B). In contrast, addition of cholesterol slightly accelerated the increase in ThT fluores-
cence for apoA-I 1‒83/G26R on PC SUV. Comparison of kinetic parameters for fibril formation by apoA-I 1‒83/
G26R shows that addition of PS greatly increases the lag time without significantly affecting the apparent rate 
constant for the fibril growth (Fig. 1C and D). This indicates that PS greatly retards the nucleation step for fibril 
formation by apoA-I 1‒83/G26R on the membrane surface. We note that no significant increases in ThT fluores-
cence were observed for wild-type apoA-I 1–83 fragment in the presence of SUVs containing PS or Chol (Fig. S1).
Figure 1E shows transmission electron microscopy (TEM) and total internal reflection fluorescence micros-
copy (TIRFM) images of apoA-I 1‒83/G26R after incubation for 120 h in the presence of various SUVs. The 
formation of ThT-active, straight fibrils by the 1‒83/G26R was observed on both PC and PC/Chol (2/1) SUVs 
whereas no apparent fibrils were found for PC/PS (7/3) SUV, further indicating that PS greatly inhibits fibril for-
mation by apoA-I 1‒83/G26R on lipid membranes. It should be noted that there was no alteration in the protein 
integrity upon incubation (Fig. S2).
Effects of PS and cholesterol on membrane-binding properties of apoA-I 1‒83/G26R. We next 
examined the effects of PS and cholesterol on the secondary structure and stability of apoA-I 1‒83/G26R on 
the SUV surface. Far-UV circular dichroism (CD) spectra demonstrated that apoA-I 1‒83/G26R undergoes a 
structural transition from predominantly random coil to α-helix upon SUV binding28 (Fig. 2A). Comparison 
of α-helix contents derived from the CD spectra for apoA-I 1‒83/G26R bound to various SUVs indicates that 
addition of PS significantly enhances the α-helix formation of apoA-I 1‒83/G26R upon SUV binding, whereas 
cholesterol tends to decrease the α-helix contents (Fig. 2B). Figure 2C shows far-UV CD spectra of apoA-I 1‒83/
G26R bound to PC/PS (7/3) SUV with increasing concentrations of guanidine hydrochloride (GdnHCl). The 
fraction of apoA-I unfolded at a given GdnHCl concentration derived from the changes in molar ellipticity at 222 
nm45 was plotted as a function of GdnHCl concentration (Fig. 2D). Apparently, the denaturation curve of apoA-I 
1‒83/G26R bound to SUV was shifted to higher concentration of GdnHCl by the presence of PS or cholesterol. 
Comparison of thermodynamic parameters of denaturation demonstrates great increases in the free energy of 
denaturation for PS or cholesterol-containing SUVs (Table 1), indicating that PS as well as cholesterol signifi-
cantly increase the stability of α-helix structure of apoA-I 1‒83/G26R on the membrane surface.
To further investigate the effects of PS and cholesterol on the membrane-binding properties of apoA-I 1‒83/
G26R, isothermal titration calorimetry (ITC) measurements were employed. Measurements of dynamic light 
scattering indicated that there was no change in size distribution of SUV upon binding of apoA-I (Fig. S3). 
Figure 3A and B show titration curves for binding of apoA-I 1‒83/G26R to PC/Chol (2/1) and PC/PS (7/3) SUVs. 
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Binding of apoA-I 1‒83/G26R to SUV was accompanied with large exothermic heats, indicating an enthalpically 
favorable process28. The obtained thermodynamic parameters of binding are listed in Table 2. Addition of PS 
greatly increased the binding capacity and reduced the favorable binding enthalpy, whereas addition of choles-
terol somewhat reduced the binding affinity and increased the favorable binding enthalpy. These results suggest 
that apoA-I 1‒83/G26R binds to PS-containing membranes with a mechanism distinct from that of PC or PC/
Chol membranes.
Based on the dissociation constant, Kd, and maximal binding capacity, Bmax, values for the SUV binding of 
apoA-I 1‒83/G26R listed in Table 2, we estimated the fraction and amount of apoA-I bound to various SUVs at 
different PL/apoA-I ratios. Figure 3C and D compare percentages of apoA-I bound to various SUVs and surface 
concentrations of apoA-I on the SUV surface, respectively, with increasing PL/apoA-I ratios. At low PL/apoA-I 
ratio of 10, PC/PS (7/3) SUV surfaces are saturated with apoA-I 1‒83/G26R (Fig. 3C) and the amount of apoA-I 
Figure 1. Effects of PS and cholesterol on formation of amyloid-like structure of apoA-I 1‒83/G26R bound 
to SUV monitored by ThT fluorescence. (A,B) PL/apoA-I weight ratios were 10 (A) and 30 (B). Dotted line, in 
buffer; ○, PC SUV; ▲, PC/Chol (2/1) SUV; ▼, PC/PS (17/3) SUV; □, PC/PS (7/3) SUV. ApoA-I 1‒83 variants 
were incubated at 37 °C with agitation on an orbital rotator in the presence of 10 μM ThT. Protein concentration 
was 0.05 mg/ml. a. u., arbitrary units. (C,D) Comparison of lag time (C) and apparent rate constant (D) for the 
fibril growth of apoA-I 1‒83/G26R bound to SUV. N.D., not determined. *p < 0.05; **p < 0.01; ***p < 0.001; 
****p < 0.0001 versus “PC”. (E) TEM and TIRFM images of apoA-I 1‒83/G26R after incubation for 120 h in the 
presence of SUV at PL/apoA-I weight ratio of 10. Scale bars indicate 200 nm and 20 μm, respectively.
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bound to the SUV surface is about 3 times higher than that to PC or PC/Chol (2/1) SUV (Fig. 3D). In contrast, at 
high PL/apoA-I ratios (>30), the PC SUV surface becomes saturated with apoA-I 1‒83/G26R (Fig. 3C) and the 
amounts of bound apoA-I are similar for PC, PC/PS (7/3), and PC/Chol (2/1) SUVs (Fig. 3D). Thus, the impaired 
fibril formation of apoA-I 1‒83/G26R on the PS-containing SUV surface is not likely due to the low surface 
concentration of apoA-I. Rather, it is conceivable that the increased propensity to form α-helix upon binding to 
PS-containing SUV inhibits aggregation and fibril formation of apoA-I 1‒83/G26R on the membrane surface.
Effects of PS and cholesterol on membrane-binding and fibril-forming properties of amyloido-
genic prone region-containing apoA-I peptides. We next examined the effects of PS and cholesterol 
on the membrane-binding and fibril-forming properties of apoA-I 8‒33/G26R and 44–65 peptides. ApoA-I 8‒33/
G26R and 44–65 peptides contain the first (residues 14‒22) and the second (residues 49‒57) amyloidogenic seg-
ments in the N-terminal 1‒83 residues of apoA-I, respectively46,47. ThT fluorescence assay demonstrated that the 
8‒33/G26R peptide has a strong ability to form amyloid-like structure on the SUV surface28, and the presence of 
PS significantly retards the kinetics of fibril formation (Fig. 4A). In contrast, no significant development of ThT 
fluorescence was observed for the 44‒65 peptide bound to any SUV surfaces (Fig. 4B).
CD measurements revealed that the 8–33/G26R peptide undergoes the transition from random coil to 
α-helix upon SUV binding, with the presence of PS greatly enhancing the propensity to form α-helix (Fig. 4C). 
Comparison of the α-helix contents of the 8‒33/G26R and 44‒65 peptides upon binding to various SUVs 
(Fig. 4D) clearly demonstrates that the α-helix formation of the 8‒33/G26R peptide upon SUV binding is signif-
icantly enhanced by the presence of PS, but is reduced by cholesterol. In contrast, enhanced α-helix formation 
Figure 2. Formation and stability of α-helical structure of apoA-I 1‒83/G26R upon binding to SUV. (A) 
CD spectra of apoA-I 1‒83/G26R in buffer (a), in the presence of PC (b), PC/Chol (2/1) (c), or PC/PS (7/3) 
(d) SUVs. Protein and PL concentrations were 0.05 and 1.5 mg/ml, respectively. (B) Comparison of α-helix 
contents of apoA-I 1‒83/G26R in buffer or bound to SUV with the weight ratios of PL to apoA-I of 10 and 30. 
**p < 0.01; ***p < 0.001; ****p < 0.0001 versus “PC”. (C) Changes in CD spectra of apoA-I 1‒83/G26R bound 
to PC/PS (7/3) SUV upon increasing concentrations of GdnHCl. (D) GdnHCl denaturation curves of apoA-I 
1‒83/G26R bound to PC (○), PC/Chol (2/1) (▲), or PC/PS (7/3) (□) SUVs.
SUV
ΔGD° D1/2 m
kcal/mol M kcal/mol apoA-I/mol GdnHCl
PC 2.4 ± 0.7 1.5 ± 0.1 1.6 ± 0.5
PC/Chol (2/1) 3.3 ± 0.4 2.0 ± 0.2 1.7 ± 0.3
PC/PS (17/3) 2.9 ± 0.6 1.9 ± 0.2 1.9 ± 0.1
PC/PS (7/3) 4.4 ± 0.2 2.1 ± 0.1 2.1 ± 0.1
Table 1. Parameters of GdnHCl-induced denaturation of apoA-I 1‒83/G26R bound to SUVsa. aThe data were 
from three independent experiments.
www.nature.com/scientificreports/
5Scientific RepoRtS |  (2018) 8:5497  | DOI:10.1038/s41598-018-23920-3
upon binding to PS-containing SUV was not seen for the 44‒65 peptide, indicating that residues 8‒33/G26R 
contain the region responsible for the PS-induced α-helix formation of apoA-I 1‒83/G26R fragment. As shown 
in Fig. 4E, ITC measurements demonstrated that binding of the 8‒33/G26R peptide to PC/PS (7/3) SUV is an 
exothermic process similar to the case of the 1‒83/G26R (Fig. 3B), and the 8‒33/G26R binds to PC/PS (7/3) SUV 
with greatly increased binding capacity and affinity compared to PC SUV (Table 3). The helical wheel diagram 
of residues 10‒27 in apoA-I 1‒83/G26R (Fig. 4F) indicates that positively charged arginine and lysine residues 
including R26 are largely located at the polar-nonpolar interface. Thus, it is possible that positively charged res-
idues in residues 10‒27 of apoA-I 1‒83/G26R interact electrostatically with negatively charged PL at the mem-
brane interfacial region48.
Evaluation of membrane-bound states of apoA-I 1‒83/G26R variants using fluorescent 
probes. We further investigated the effects of PS and cholesterol on the lipid-bound conformation of apoA-I 
1‒83/G26R using site-specific acrylodan (Ac) labeling of apoA-I. For attachment of acrylodan to apoA-I 1‒83/
G26R, we introduced Cys mutations, L22C or S58C, around the first (residues 14‒22) and the second (residues 
49‒57) amyloidogenic regions in the N-terminal 1‒83 residues of apoA-I, respectively. We note that these Cys 
mutations do not largely perturb the lipid-binding properties of apoA-I 1‒83/G26R (Fig. S4), similar to the case 
of full-length apoA-I49,50. Figure 5A shows fluorescence emission spectra of acrylodan in apoA-I 1‒83/L22C-Ac/
G26R in solution and bound to PC or PC/PS (7/3) SUVs. Significant blue shifts in wavelength of maximum 
Figure 3. ITC for binding of apoA-I 1‒83/G26R to SUV. (A,B) Isothermal titration thermograms for binding of 
apoA-I 1‒83/G26R to PC/Chol (2/1) (A) and PC/PS (7/3) (B) SUVs. (C,D) Changes in the fraction percent of 
apoA-I 1‒83/G26R bound to SUV (C) and molar ratio of bound apoA-I to surface PL on SUV (D) as a function 
of weight ratio of PL to apoA-I. ○, PC SUV; ▲, PC/Chol (2/1) SUV; □, PC/PS (7/3) SUV. Fraction percent of 
apoA-I bound to SUV were calculated from Kd and Bmax values listed in Table 2. Molar ratios of bound apoA-I to 
surface PL on SUV were calculated by assuming that surface PL on the outer layer of SUV available for binding 
of apoA-I is 67% of total PL.
SUV Kd (μg/ml)
Bmax (amino 
acids/mol PL) ΔGb (kcal/mol) ΔH (kcal/mol) TΔSc (kcal/mol)
PC 1.1 ± 0.5 0.14 ± 0.03 −11.9 ± 0.3 −20.3 ± 0.8 −8.4 ± 0.8
PC/Chol (2/1) 3.8 ± 0.4 0.12 ± 0.02 −11.1 ± 0.1 −24.6 ± 0.1 −13.5 ± 0.1
PC/PS (17/3) 1.0 ± 0.9 0.28 ± 0.07 −12.1 ± 0.6 −12.4 ± 0.1 −0.3 ± 0.6
PC/PS (7/3) 0.5 ± 0.4 0.53 ± 0.19 −11.6 ± 0.1 −11.6 ± 0.1 0.9 ± 0.5
Table 2. Thermodynamic parameters of binding of apoA-I 1‒83/G26R to SUVs at 25 °Ca. aThe data were 
from three independent experiments. bFree energy was calculated according to ΔG = −RT ln 55.5(1/Kd). cThe 
entropy of binding was calculated from ΔG = ΔH − TΔS.
www.nature.com/scientificreports/
6Scientific RepoRtS |  (2018) 8:5497  | DOI:10.1038/s41598-018-23920-3
fluorescence (WMF) upon SUV binding were observed, indicating that the acrylodan molecule is embedded 
in a hydrophobic lipid environment28,51,52. Comparison of the WMF of the acrylodan-labeled 1‒83/G26R vari-
ants bound to SUV (Fig. 5B) indicates that on the SUV surface, addition of PS increases the solvent exposure of 
acrylodan attached at position 22, but has no effect on the environment of acrylodan at position 58. In contrast, 
cholesterol tends to induce a more hydrophobic environment at both positions 22 and 58. Interestingly, such an 
Figure 4. Fibril-forming and membrane-binding properties of apoA-I fragment peptides corresponding to 
the N-terminal amyloidogenic regions. (A,B) Formation of amyloid-like structure was monitored by ThT 
fluorescence for apoA-I 8‒33/G26R (A) and 44‒65 (B) peptides incubated at pH 7.4 in the presence of PC 
(○), PC/Chol (2/1) (▲), or PC/PS (7/3) (∇) SUVs. ApoA-I peptides were incubated at 37 °C with agitation 
on microplate shaker in the presence of 10 μM ThT. Peptide and PL concentrations were 0.1 and 6.0 mg/ml, 
respectively. a. u., arbitrary units. (C) CD spectra of apoA-I 8‒33/G26R in buffer (a), in the presence of PC (b), 
or PC/PS (7/3) (c) SUVs. Peptide and PL concentrations were 0.05 and 3.0 mg/ml, respectively. (D) α-Helix 
contents of apoA-I 8‒33/G26R and 44‒65 peptides in buffer or bound to SUVs. **p < 0.01; ***p < 0.001; 
****p < 0.0001 versus “PC”. (E) Isothermal titration thermogram for binding of apoA-I 8‒33/G26R to PC/PS 
(7/3) SUV. (F) Helical wheel diagram of residues 10‒27 of apoA-I 1‒83/G26R.
SUV Kd (μg/ml)
Bmax (amino 
acids/mol PL) ΔGb (kcal/mol) ΔH (kcal/mol) TΔSc (kcal/mol)
PC 2.9 ± 1.3 0.03 ± 0.01 −10.7 ± 0.3 −13.8 ± 0.2 −3.2 ± 0.5
PC/PS (7/3) 0.8 ± 0.1 0.11 ± 0.01 −11.2 ± 0.1 −16.2 ± 0.4 −4.9 ± 0.1
Table 3. Thermodynamic parameters of binding of apoA-I 8‒33/G26R peptide to SUVs at 25 °Ca. aThe data 
were from two or three independent experiments. bFree energy was calculated according to ΔG = −RT ln 
55.5(1/Kd). cThe entropy of binding was calculated from ΔG = ΔH − TΔS.
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effect of PS on the environment of acrylodan at position 22 was not observed in the apoA-I 1‒83/L22C-Ac variant 
(Fig. 5C). These results indicate that the presence of PS induces a more solvent-exposed conformation around the 
first amyloidogenic region in apoA-I 1‒83/G26R, in which residue R26 is responsible for the interaction with PS.
To check whether PS increases the binding of apoA-I to the membrane surface53 by altering the membrane 
fluidity, we measured the generalized polarization (GP) of prodan and laurdan, fluorescent membrane probes 
that have high sensitivity to the polarity of the environment54,55. Prodan and laurdan are located at the interfacial 
region of lipid membranes, with the fluorescent moiety of laurdan residing in a more hydrophobic region than 
prodan56. As shown in Fig. 5D, fluorescence emission spectra of prodan for PC/Chol (2/1) SUV exhibited a signif-
icant increase in the peak at around 430 nm and a concomitant decrease in the peak at around 490 nm compared 
to that for PC SUV, indicating that cholesterol induces more ordered lipid packing at the membrane surface57. 
Comparison of GP for prodan and laurdan in various SUVs demonstrates that compared to high positive values 
of GP for PC/Chol (2/1) SUV which indicate more ordered lipid packing, PC and PC/PS (7/3) SUVs exhibit simi-
lar negative values of GP (Fig. 5E). In addition, measurements of the fluorescence anisotropy of DPH that reflects 
molecular packing and fluidity of the acyl chain region in bilayer membranes demonstrated that addition of PS 
does not affect DPH anisotropy in SUV whereas cholesterol greatly increases DPH anisotropy (Fig. 5F), consist-
ent with more ordered lipid packing in cholesterol-containing membranes57. Taken together, these results indicate 
Figure 5. Effects of PS and cholesterol on membrane interactions of apoA-I 1‒83/G26R. (A) Fluorescence 
emission spectra of acrylodan in apoA-I 1‒83/L22C-Ac/G26R in the absence or presence of PC or PC/PS 
(7/3) SUVs. a. u., arbitrary units. (B) Changes in WMF of apoA-I 1‒83/G26R variants labeled with acrylodan 
by binding to various SUVs. (C) Changes in WMF of apoA-I 1‒83/L22C-Ac by binding to various SUVs. (D) 
Fluorescence emission spectra of prodan in PC or PC/Chol (2/1) SUVs. a. u., arbitrary units. (E) GP of prodan 
and laurdan in various SUVs. (F) Fluorescence anisotropy of DPH in various SUVs.
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that the presence of PS does not alter lipid packing and fluidity at the membrane surface, whereas cholesterol 
strongly induces ordered membrane packing.
Discussion
So far, there are about 20 naturally occurring mutations in human apoA-I associated with hereditary systemic 
amyloidosis9. In most cases, the N-terminal 80–100-residue fragment is the predominant form of the mutated 
apoA-I found in amyloid fibril deposits. Although it is known that a preferential fibril deposition in certain tissues 
and organs occurs for some amyloidogenic variants of apoA-I58, the molecular basis for the preferential localiza-
tion of amyloid fibrils is unclear.
In the present study, we found that PS strongly inhibits fibril formation by the 1‒83 fragment of the amyloi-
dogenic G26R variant of apoA-I on membrane surfaces (Fig. 1). In a cellular environment, membrane lipid com-
positions as well as extracellular matrix components are thought to mediate formation and deposition of amyloid 
fibrils in many amyloidogenic proteins59–61. Indeed, glycosaminoglycans such as heparin and heparan sulfate were 
shown to play critical roles in formation and cellular interaction of apoA-I amyloid fibrils26,62–64. In addition, it 
has been demonstrated that membrane binding strongly inhibits fibril formation by the N-terminal fragments of 
apoA-I through entrapping the protein in a stable α-helical structure27,28. Since apoA-I predominantly exists in an 
α-helical conformation bound to HDL particles in plasma, HDL binding would prevent amyloid fibril formation 
of apoA-I in vivo. A recently study demonstrated that the HDL binding blocks fibril formation by serum amyloid 
A, an acute-phase apolipoprotein that causes systemic amyloidosis65. Interestingly, the G26R variant of apoA-I 
1‒83 fragment can form amyloid fibrils on lipid membranes because of partially destabilized α-helical confor-
mation28, indicating the importance of the balance between stabilized and destabilized α-helical conformations 
for protein aggregation. Consistent with this notion, the present results demonstrate that PS greatly enhances 
the formation and stabilization of the α-helical structure of apoA-I 1‒83/G26R variant upon membrane binding 
(Fig. 2 and Table 1), thereby preventing the transition to β-structure and aggregation. ITC (Fig. 3 and Table 2) 
and acrylodan fluorescence (Fig. 5A and B) measurements of the apoA-I 1‒83/G26R variants indicate that the 
enhanced α-helix formation of apoA-I by PS is accompanied by a greatly increased binding capacity and a more 
solvent-exposed conformation around the first amyloidogenic prone region (residues 14‒22) in apoA-I. Given a 
recent study reported that the N-terminal 1–93 fragment of apoA-I interacts with PC membranes in proximity 
to the lipid-water interface66, positively charged residues around the amyloidogenic region in apoA-I are likely to 
electrostatically interact with negatively charged PS at the membrane interfacial region. To support this idea, the 
inhibitory effects of PS on the fibril-forming ability of apoA-I 1–83/G26R on the SUV surface were enhanced by 
lowering solvent ionic strength (Fig. S5). Since PS did not affect the acrylodan environment in the poA-I 1‒83/
L22C-Ac variant (Fig. 5C) and the membrane-binding properties of apoA-I 8‒33 peptide (Fig. S6 and Table S1) 
on the SUV surface, the mutated R26 residue is likely to be responsible for the interaction of apoA-I with PS.
PS as well as negatively charged PLs have been reported to induce aggregation and formation of fibril structure 
for a variety of amyloidogenic proteins33,35,36,67, suggesting that PS could provide the physiological low-pH envi-
ronment on cellular membranes so as to enhance protein fibril formation33. It is known that PLs are distributed 
across plasma membranes of eukaryotic cells in an asymmetric manner, in which PS is predominantly present in 
the cytoplasmic leaflet68. However, PS exists on the surface of extracellular vesicles released from a variety of cells 
such as activated T-cells, platelets, and hypoxia-induced stem cells69–71. PS on these extracellular vesicles interacts 
with receptors for PS on the surface of various cells including phagocytes, endothelial cells, dendritic cells, and 
epithelial cells, thereby inducing cellular uptake of the extracellular vesicles72,73. Importantly, extracellular vesi-
cles such as exosomes reportedly affect the formation of amyloid fibrils by some amyloidogenic proteins such as 
α-synuclein74 and IAPP75. These lines of evidence together with our findings suggest that extracellular vesicles 
secreted from a certain type of cells can contribute to or regulate the pathology of amyloidoses.
In contrast to PS, the presence of cholesterol accelerates to some extent fibril formation of apoA-I 1‒83/G26R 
on membrane surfaces (Fig. 1). It was shown that upon membrane binding, the amphipathic α-helices of apoA-I 
penetrate into the interfacial and outer acyl chain region of fluid lipid bilayer membranes41,76. Since cholesterol 
increases molecular packing and decreases fluidity in lipid membranes (Fig. 5D–F), the penetration of amphi-
pathic α-helices of apoA-I into cholesterol-containing membranes appears to be partially inhibited77, resulting 
in decreased α-helix formation of apoA-I (Figs 2B and 4D). Since residues 8–33 contain a highly hydrophobic 
segment that has the high lipid-binding ability in the amino acid sequence of apoA-I 1–83 fragment28, the effect 
of cholesterol on the α-helix formation of apoA-I 8–33/G26R appears more pronounced compared to apoA-I 
1–83/G26R. However, increased membrane hydrophobicity in the presence of cholesterol would strengthen the 
van der Waals interactions between the nonpolar face of amphipathic α-helices of apoA-I and acyl chain region 
of lipid membranes, leading to increased stability of α-helical conformation (Fig. 2D). Thus, the slightly enhanced 
fibril-forming propensity of apoA-I 1‒83/G26R on cholesterol-containing membranes likely comes from these 
opposite effects of cholesterol on the formation and stabilization of apoA-I α-helical structure. It should be noted 
that a previous study of apoA-I 1–93 fragment reported that cholesterol induces formation of α-helical structure, 
thus affecting its aggregation and fibrillation27. This discrepancy of effects of cholesterol may come from the fact 
that the 1–93 fragment contains additional residues 84–93 (QEMSKDLEEV) which are rich in negatively charged 
amino acids at neutral pH, leading to the different protein-protein and lipid-protein interactions.
Cholesterol in plasma membranes has been implicated in cytotoxicity78–80 and fibril formation81,82 of several 
amyloidogenic proteins, possibly by regulating the membrane binding or insertion of the proteins. Indeed, Ji et al. 
showed that a low concentration of membrane cholesterol retains amyloid β (Aβ) at the cell surface in a β-sheet 
structure, whereas an increased concentration of membrane cholesterol results in membrane insertion of Aβ81, 
which is partially consistent with our findings. In the present study, we further reported a novel action of PS: 
that is, although PS enhances the interaction between lipid membranes and amyloidogenic apoA-I fragments, 
PS inhibits the fibril formation by enhancing the α-helix formation. Thus, our finding supports the idea that cell 
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milieu such as lipid composition of the plasma membranes is one of the determinant of tissue-selective amyloi-
dogenesis by apoA-I variants83. Since PS is also shown to be involved in cytotoxicity of Aβ84, elucidation of effects 
of PS on the cytotoxicity of apoA-I fibrils would be a future challenge.
In conclusion, the current study showed that PS strongly inhibits fibril formation of the N-terminal 1‒83 
fragment of apoA-I G26R variant on membrane surfaces through stabilization of α-helical conformation. We 
also demonstrated that PS facilitates α-helix formation of the amyloidogenic core region of apoA-I 1‒83/G26R 
probably through electrostatic interactions between positively charged amino acids in apoA-I and the negatively 
charged head group in PS at the membrane surface. Since cell membranes have highly heterogeneous lipid com-
positions, it seems plausible that specific lipid compositions of cell membranes such as negatively charged PL 
and cholesterol content could regulate the formation and deposition of apoA-I amyloid fibrils in certain tissues 
and organs. Recently, it was reported that specific cell milieus affect conformation, aggregation propensity, and 
fibrillogenesis of amyloidogenic apoA-I variants83. Thus, analysis of the lipid composition of apoA-I amyloidosis 
patients carrying various amyloidogenic mutations would deepen the understanding of the role of lipid in the 
development or prevention of amyloidoses.
Materials and Methods
Preparation of recombinant apoA-I proteins and peptides. The N-terminal 1–83 fragment of apoA-I 
and its engineered variants with substitutions of L22C, G26R, L22C/G26R, and G26R/S58C were expressed in E. 
coli as thioredoxin fusion proteins and isolated and purified as previously described25,28. The apoA-I 8–33, 8‒33/
G26R, and 44‒65 peptides were synthesized by the solid-phase method with Fmoc chemistry28,47. The N and C 
termini were capped with an acetyl group and an amide group, respectively. The apoA-I variants and peptides 
were dialyzed from 6 M GdnHCl solution with or without 1% β-mercaptoethanol into the appropriate buffer 
before use. Labeling of cysteine-containing apoA-I variants with acrylodan (6-acryloyl-2-dimethylaminonaph-
thalene, Thermo Fisher Scientific) was performed as described28,52.
Preparation of SUV. SUV was prepared as previously described28,85 with slight modifications of the proto-
col. Briefly, a dried film of egg PC (Kewpie, Tokyo, Japan) with or without 1-palmitoyl-2-oleoyl PS (NOF, Tokyo, 
Japan) or cholesterol (Sigma-Aldrich) was hydrated in 10 mM Tris-HCl buffer (150 mM NaCl, 0.02% NaN3, pH 
7.4), followed by sonication on ice under nitrogen. To separate any remaining large vesicles, the resulting samples 
were centrifuged in a Beckman MLA-55 rotor for 1.5 h at 15 °C at 40,000 rpm.
CD spectroscopy. Far-UV CD spectra were recorded from 190 to 260 nm at 25 °C using a Jasco J-1500 spec-
tropolarimeter (JASCO, Tokyo, Japan) as previously described28. The α-helical content was derived from the molar 
residue ellipticity at 222 nm ([θ]222) using the equation: % α-helix = [(−[θ]222 + 3000)/(36000 + 3000)] × 10086.
For monitoring chemical denaturation, SUV-bound apoA-I 1‒83/G26R at a concentration of 50 μg/ml was 
incubated overnight at 4 °C with GdnHCl at various concentrations. The equilibrium constant of denaturation, 
KD, at a given GdnHCl concentration was calculated from the change in [θ]222 determined by CD in 10 mM 
Tris-HCl buffer (pH 7.4). The Gibbs free energy of denaturation in the absence of denaturant, ΔGD°, the midpoint 
of denaturation, D1⁄2, and m value that reflects the cooperativity of denaturation in the transition region, were 
determined by the linear equation, ΔGD = ΔGD° − m[GdnHCl], where ΔGD = −RT ln KD45.
ITC measurements. Heats of binding of apoA-I variants or peptides to SUV were measured with a VP-ITC 
or iTC200 instruments (Malvern) at as previously described28. The SUV suspension was placed in the sample cell 
(1.33 ml or 0.2 ml for VP-ITC or iTC200, respectively) and titrated with 8–10-μl aliquots of the apoA-I sample 
with continual stirring at 400 rpm. The resulting ITC data were fitted to the one-site binding model in Origin 7.1 
(MicroCal) to obtain thermodynamic parameters of binding. Binding of apoA-I to lipid particles can be analyzed 
with assuming a single isotherm equilibrium and a finite number of discrete, equivalent, and non-interacting 
binding sites on the lipid surface, which is mathematically equivalent to the one-site or Langmuir binding 
model49,87,88. The maximal binding capacity, Bmax, is represented as the number of amino acids of bound apoA-I 
per mol of phospholipids.
Fluorescence measurements. Fluorescence measurements were carried out with F-2700 or F-7000 fluo-
rescence spectrophotometers (Hitachi High-Technologies, Tokyo, Japan) and an Fmax fluorescence plate reader 
(Molecular Devices) at 25 °C. To assess the local environment of acrylodan attached at the Cys-containing apoA-I 
1‒83 variants, acrylodan emission fluorescence was collected from 380 to 600 nm with an excitation of 360 nm. 
To assess the lipid packing of the membrane interfacial region of SUV, SUV samples were labeled with prodan 
or laurdan53 to yield a PL:probe molar ratio of 200:1. Fluorescence emission spectra of prodan and laurdan were 
collected with excitation wavelengths of 350 and 361 nm for laurdan and prodan, respectively. The GP value 
was calculated from the emission intensities using the equation GP = (IB − IR)/(IB + IR), where IB and IR are the 
emission intensities at the blue (430 nm) and red (490 nm) edges of the emission spectrum, respectively55. To 
assess the lipid packing and fluidity of the membrane acyl chain region, SUV samples were labeled with DPH 
(1,6-diphenylhexatriene, Thermo Fisher Scientific) to yield a PL:DPH molar ratio of 200:1. Fluorescence aniso-
tropy of DPH was measured at 430 nm with an excitation wavelength of 360 nm. Fluorescence anisotropy, r, is 
given by r = (I0−0 − G I0−90)/(I0−0 + 2 G I0−90), where I signifies fluorescence intensity, subscript 0 and 90 indicate 
the direction of the plane of polarization of the polarizer and the analyzer, respectively, and G (=I90−0/I90−90) rep-
resents the compensating factor for the anisotropy sensitivity of the instrument89.
Kinetics of formation of amyloid-like structure were monitored using ThT as previously described28. ApoA-I 
1‒83 variants (50 μg/mL) or apoA-I peptides (100 μg/mL) in 10 mM Tris-HCl buffer (150 mM NaCl, 0.02% NaN3, 
pH 7.4) were incubated at 37 °C with agitation on an orbital rotator (for apoA-I 1–83 variants) or microplate 
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shaker (for apoA-I peptides) in the presence of 10 μM ThT. The increase in ThT fluorescence intensity with time 
was fitted to a sigmoidal equation25,28 to obtain the apparent rate constant, k, for the fibril growth and the time to 
50% of maximal fluorescence, tm. The lag time is calculated as tm − 2/k.
TEM and TIRFM. The TEM and TIRFM was performed as previously described28.
Statistical analysis. Data were analyzed via one-way analysis of variance, including the appropriate varia-
bles, followed by Dunnett’s test. Results were regarded as significant for P < 0.05.
References
 1. Rosenson, R. S. et al. Dysfunctional HDL and atherosclerotic cardiovascular disease. Nat. Rev. Cardiol. 13, 48–60 (2016).
 2. Phillips, M. C. New insights into the determination of HDL structure by apolipoproteins: Thematic review series: high density 
lipoprotein structure, function, and metabolism. J. Lipid Res. 54, 2034–2048 (2013).
 3. Saito, H. et al. Domain structure and lipid interaction in human apolipoproteins A-I and E, a general model. J. Biol. Chem. 278, 
23227–23232 (2003).
 4. Mei, X. & Atkinson, D. Lipid-free apolipoprotein A-I structure: Insights into HDL formation and atherosclerosis development. Arch. 
Med. Res. 46, 351–360 (2015).
 5. Melchior, J. T. et al. A consensus model of human apolipoprotein A-I in its monomeric and lipid-free state. Nat. Struct. Mol. Biol. 
(2017).
 6. Sorci-Thomas, M. G. & Thomas, M. J. The effects of altered apolipoprotein A-I structure on plasma HDL concentration. Trends 
Cardiovasc. Med. 12, 121–128 (2002).
 7. Obici, L. et al. Structure, function and amyloidogenic propensity of apolipoprotein A-I. Amyloid 13, 191–205 (2006).
 8. Gursky, O., Mei, X. & Atkinson, D. The crystal structure of the C-terminal truncated apolipoprotein A-I sheds new light on amyloid 
formation by the N-terminal fragment. Biochemistry 51, 10–18 (2012).
 9. Arciello, A., Piccoli, R. & Monti, D. M. Apolipoprotein A-I: the dual face of a protein. FEBS Lett. 590, 4171–4179 (2016).
 10. Nichols, W. C., Dwulet, F. E., Liepnieks, J. & Benson, M. D. Variant apolipoprotein AI as a major constituent of a human hereditary 
amyloid. Biochem. Biophys. Res. Commun. 156, 762–768 (1988).
 11. Andreola, A. et al. Conformational switching and fibrillogenesis in the amyloidogenic fragment of apolipoprotein A-I. J. Biol. Chem. 
278, 2444–2451 (2003).
 12. Joy, T., Wang, J., Hahn, A. & Hegele, R. A. APOA1 related amyloidosis: a case report and literature review. Clin. Biochem. 36, 
641–645 (2003).
 13. Butterfield, S. M. & Lashuel, H. A. Amyloidogenic protein-membrane interactions: mechanistic insight from model systems. Angew. 
Chem. Int. Ed. 49, 5628–5654 (2010).
 14. Bucciantini, M., Rigacci, S. & Stefani, M. Amyloid aggregation: Role of biological membranes and the aggregate-membrane system. 
J. Phys. Chem. Lett. 5, 517–527 (2014).
 15. Shrivastava, A. N., Aperia, A., Melki, R. & Triller, A. Physico-pathologic mechanisms involved in neurodegeneration: Misfolded 
protein-plasma membrane interactions. Neuron 95, 33–50 (2017).
 16. Bystrom, R. et al. Disordered proteins: biological membranes as two-dimensional aggregation matrices. Cell. Biochem. Biophys. 52, 
175–189 (2008).
 17. Shen, L., Adachi, T., Vanden Bout, D. & Zhu, X. Y. A mobile precursor determines amyloid-beta peptide fibril formation at interfaces. 
J. Am. Chem. Soc. 134, 14172–14178 (2012).
 18. Jayasinghe, S. A. & Langen, R. Membrane interaction of islet amyloid polypeptide. Biochim. Biophys. Acta 1768, 2002–2009 (2007).
 19. Abedini, A. & Raleigh, D. P. A role for helical intermediates in amyloid formation by natively unfolded polypeptides? Phys. Biol. 6, 
015005 (2009).
 20. Hebda, J. A. & Miranker, A. D. The interplay of catalysis and toxicity by amyloid intermediates on lipid bilayers: insights from type 
IIdiabetes. Annu. Rev. Biophys. 38, 125–152 (2009).
 21. Zhu, M. & Fink, A. L. Lipid binding inhibits a-synuclein fibril formation. J. Biol. Chem. 278, 16873–16877 (2003).
 22. Jayasinghe, S. A. & Langen, R. Lipid membranes modulate the structure of islet amyloid polypeptide. Biochemistry 44, 12113–12119 
(2005).
 23. Williamson, J. A., Loria, J. P. & Miranker, A. D. Helix stabilization precedes aqueous and bilayer-catalyzed fiber formation in islet 
amyloid polypeptide. J. Mol. Biol. 393, 383–396 (2009).
 24. Raimondi, S. et al. Effects of the known pathogenic mutations on the aggregation pathway of the amyloidogenic peptide of 
apolipoprotein A-I. J. Mol. Biol. 407, 465–476 (2011).
 25. Adachi, E. et al. Dual role of an N-terminal amyloidogenic mutation in apolipoprotein A-I: destabilization of helix bundle and 
enhancement of fibril formation. J. Biol. Chem. 288, 2848–2856 (2013).
 26. Mikawa, S. et al. Heparin promotes fibril formation by the N-terminal fragment of amyloidogenic apolipoprotein A-I. FEBS Lett. 
590, 3492–3500 (2016).
 27. Monti, D. M. et al. Effects of a lipid environment on the fibrillogenic pathway of the N-terminal polypeptide of human apolipoprotein 
A-I, responsible for in vivo amyloid fibril formation. Eur. Biophys. J. 39, 1289–1299 (2010).
 28. Mizuguchi, C. et al. Amyloidogenic mutation promotes fibril formation of the N-terminal apolipoprotein A-I on lipid membranes. 
J. Biol. Chem. 290, 20947–20959 (2015).
 29. Lagerstedt, J. O. et al. Mapping the structural transition in an amyloidogenic apolipoprotein A-I. Biochemistry 46, 9693–9699 (2007).
 30. van Meer, G., Voelker, D. R. & Feigenson, G. W. Membrane lipids: where they are and how they behave. Nat. Rev. Mol. Cell Biol. 9, 
112–124 (2008).
 31. Bigay, J. & Antonny, B. Curvature, lipid packing, and electrostatics of membrane organelles: defining cellular territories in 
determining specificity. Dev. Cell 23, 886–895 (2012).
 32. Zhu, M., Li, J. & Fink, A. L. The association of a-synuclein with membranes affects bilayer structure, stability, and fibril formation. J. 
Biol. Chem. 278, 40186–40197 (2003).
 33. Zhao, H., Tuominen, E. K. & Kinnunen, P. K. Formation of amyloid fibers triggered by phosphatidylserine-containing membranes. 
Biochemistry 43, 10302–10307 (2004).
 34. Knight, J. D. & Miranker, A. D. Phospholipid catalysis of diabetic amyloid assembly. J. Mol. Biol. 341, 1175–1187 (2004).
 35. Galvagnion, C. et al. Lipid vesicles trigger a-synuclein aggregation by stimulating primary nucleation. Nat. Chem. Biol. 11, 229–234 
(2015).
 36. Zhang, X., St Clair, J. R., London, E. & Raleigh, D. P. Islet amyloid polypeptide membrane interactions: Effects of membrane 
composition. Biochemistry 56, 376–390 (2017).
 37. Jo, E., McLaurin, J., Yip, C. M., St George-Hyslop, P. & Fraser, P. E. a-Synuclein membrane interactions and lipid specificity. J. Biol. 
Chem. 275, 34328–34334 (2000).
www.nature.com/scientificreports/
1 1Scientific RepoRtS |  (2018) 8:5497  | DOI:10.1038/s41598-018-23920-3
 38. Ouberai, M. M. et al. a-Synuclein senses lipid packing defects and induces lateral expansion of lipids leading to membrane 
remodeling. J. Biol. Chem. 288, 20883–20895 (2013).
 39. Cho, W. J., Trikha, S. & Jeremic, A. M. Cholesterol regulates assembly of human islet amyloid polypeptide on model membranes. J. 
Mol. Biol. 393, 765–775 (2009).
 40. Sciacca, M. F., Brender, J. R., Lee, D. K. & Ramamoorthy, A. Phosphatidylethanolamine enhances amyloid fiber-dependent 
membrane fragmentation. Biochemistry 51, 7676–7684 (2012).
 41. Saito, H., Miyako, Y., Handa, T. & Miyajima, K. Effect of cholesterol on apolipoprotein A-I binding to lipid bilayers and emulsions. 
J. Lipid Res. 38, 287–294 (1997).
 42. Arnulphi, C., Sanchez, S. A., Tricerri, M. A., Gratton, E. & Jonas, A. Interaction of human apolipoprotein A-I with model membranes 
exhibiting lipid domains. Biophys. J. 89, 285–295 (2005).
 43. Sanchez, S. A., Tricerri, M. A., Ossato, G. & Gratton, E. Lipid packing determines protein-membrane interactions: challenges for 
apolipoprotein A-I and high density lipoproteins. Biochim. Biophys. Acta 1798, 1399–1408 (2010).
 44. Fukuda, M. et al. Conformational change of apolipoprotein A-I and HDL formation from model membranes under intracellular 
acidic conditions. J. Lipid Res. 49, 2419–2426 (2008).
 45. Tanaka, M. et al. Contributions of the N- and C-terminal helical segments to the lipid-free structure and lipid interaction of 
apolipoprotein A-I. Biochemistry 45, 10351–10358 (2006).
 46. Wong, Y. Q., Binger, K. J., Howlett, G. J. & Griffin, M. D. Identification of an amyloid fibril forming peptide comprising residues 46-
59 of apolipoprotein A-I. FEBS Lett. 586, 1754–1758 (2012).
 47. Adachi, E. et al. The extreme N-terminal region of human apolipoprotein A-I has a strong propensity to form amyloid fibrils. FEBS 
Lett. 588, 389–394 (2014).
 48. Vus, K. et al. Fluorescence study of the effect of the oxidized phospholipids on amyloid fibril formation by the apolipoprotein A-I 
N-terminal fragment. Chem. Phys. Lett. 688, 1–6 (2017).
 49. Kono, M. et al. Conformational flexibility of the N-terminal domain of apolipoprotein A-I bound to spherical lipid particles. 
Biochemistry 47, 11340–11347 (2008).
 50. Omura, R., Nagao, K., Kobayashi, N., Ueda, K. & Saito, H. Direct detection of ABCA1-dependent HDL formation based on 
lipidation-induced hydrophobicity change in apoA-I. J. Lipid Res. 55, 2423–2431 (2014).
 51. Tricerri, M. A., Behling Agree, A. K., Sanchez, S. A. & Jonas, A. Characterization of apolipoprotein A-I structure using a cysteine-
specific fluorescence probe. Biochemistry 39, 14682–14691 (2000).
 52. Koyama, M. et al. Interaction between the N- and C-terminal domains modulates the stability and lipid binding of apolipoprotein 
A-I. Biochemistry 48, 2529–2537 (2009).
 53. Nguyen, D. et al. Interactions of apolipoprotein A-I with high-density lipoprotein particles. Biochemistry 52, 1963–1972 (2013).
 54. Krasnowska, E. K., Gratton, E. & Parasassi, T. Prodan as a membrane surface fluorescence probe: partitioning between water and 
phospholipid phases. Biophys. J. 74, 1984–1993 (1998).
 55. Parasassi, T., De Stasio, G., Ravagnan, G., Rusch, R. M. & Gratton, E. Quantitation of lipid phases in phospholipid vesicles by the 
generalized polarization of Laurdan fluorescence. Biophys. J. 60, 179–189 (1991).
 56. Parasassi, T., Krasnowska, E. K., Bagatolli, L. & Gratton, E. Laurdan and Prodan as polarity-sensitive fluorescent membrane probes. 
J. Fluoresc. 8, 365–373 (1998).
 57. Maxfield, F. R. & Tabas, I. Role of cholesterol and lipid organization in disease. Nature 438, 612–621 (2005).
 58. Rowczenio, D. et al. Amyloidogenicity and clinical phenotype associated with five novel mutations in apolipoprotein A-I. Am. J. 
Pathol. 179, 1978–1987 (2011).
 59. Bellotti, V. & Chiti, F. Amyloidogenesis in its biological environment: challenging a fundamental issue in protein misfolding diseases. 
Curr. Opin. Struct. Biol. 18, 771–779 (2008).
 60. Kinnunen, P. Amyloid formation on lipid membrane surfaces. Open Biol. J. 2, 163–175 (2009).
 61. Wang, H., Cao, P. & Raleigh, D. P. Amyloid formation in heterogeneous environments: islet amyloid polypeptide glycosaminoglycan 
interactions. J. Mol. Biol. 425, 492–505 (2013).
 62. Kuwabara, K. et al. Cellular interaction and cytotoxicity of the Iowa mutation of apolipoprotein A-I (ApoA-IIowa) amyloid mediated 
by sulfate moieties of heparan sulfate. J. Biol. Chem. 290, 24210–24221 (2015).
 63. Rosu, S. A. et al. Amyloidogenic propensity of a natural variant of human apolipoprotein A-I: stability and interaction with ligands. 
PLoS One 10, e0124946 (2015).
 64. Townsend, D. et al. Heparin and methionine oxidation promote the formation of apolipoprotein A-I amyloid comprising a-helical 
and b-sheet structures. Biochemistry 56, 1632–1644 (2017).
 65. Claus, S. et al. Cellular mechanism of fibril formation from serum amyloid A1 protein. EMBO Rep. 18, 1352–1366 (2017).
 66. Rusciano, G. et al. Insights into the interaction of the N-terminal amyloidogenic polypeptide of ApoA-I with model cellular 
membranes. Biochim. Biophys. Acta 1860, 795–801 (2016).
 67. Hou, X., Mechler, A., Martin, L. L., Aguilar, M. I. & Small, D. H. Cholesterol and anionic phospholipids increase the binding of 
amyloidogenic transthyretin to lipid membranes. Biochim. Biophys. Acta 1778, 198–205 (2008).
 68. Zachowski, A. Phospholipids in animal eukaryotic membranes: transverse asymmetry and movement. Biochem. J. 294(Pt 1), 1–14 
(1993).
 69. Zakharova, L., Svetlova, M. & Fomina, A. F. T cell exosomes induce cholesterol accumulation in human monocytes via 
phosphatidylserine receptor. J. Cell Physiol. 212, 174–181 (2007).
 70. Wei, X. et al. Surface phosphatidylserine Is responsible for the internalization on microvesicles derived from hypoxia-induced 
human bone marrow mesenchymal stem cells into human endothelial cells. PLoS One 11, e0147360 (2016).
 71. Tripisciano, C. et al. Different potential of extracellular vesicles to support thrombin generation: Contributions of phosphatidylserine, 
tissue factor, and cellular origin. Sci. Rep. 7, 6522 (2017).
 72. Morelli, A. E. et al. Endocytosis, intracellular sorting, and processing of exosomes by dendritic cells. Blood 104, 3257–3266 (2004).
 73. Darabi, M. & Kontush, A. Phosphatidylserine in atherosclerosis. Curr. Opin. Lipidol. 27, 414–420 (2016).
 74. Grey, M. et al. Acceleration of a-synuclein aggregation by exosomes. J. Biol. Chem. 290, 2969–2982 (2015).
 75. Ribeiro, D. et al. Extracellular vesicles from human pancreatic islets suppress human islet amyloid polypeptide amyloid formation. 
Proc. Natl. Acad. Sci. USA 114, 11127–11132 (2017).
 76. Okamura, E. et al. 13C NMR method for the determination of peptide and protein binding sites in lipid bilayers and emulsions. J. 
Phys. Chem. B 105, 12616–12621 (2001).
 77. Egashira, M. et al. Cholesterol modulates interaction between an amphipathic class A peptide, Ac-18A-NH2, and 
phosphatidylcholine bilayers. Biochemistry 41, 4165–4172 (2002).
 78. Arispe, N. & Doh, M. Plasma membrane cholesterol controls the cytotoxicity of Alzheimer’s disease AbP (1-40) and (1-42) peptides. 
FASEB J. 16, 1526–1536 (2002).
 79. Walsh, P. et al. The mechanism of membrane disruption by cytotoxic amyloid oligomers formed by prion protein(106-126) is 
dependent on bilayer composition. J. Biol. Chem. 289, 10419–10430 (2014).
 80. Evangelisti, E. et al. Membrane lipid composition and its physicochemical properties define cell vulnerability to aberrant protein 
oligomers. J. Cell Sci. 125, 2416–2427 (2012).
 81. Ji, S. R., Wu, Y. & Sui, S. F. Cholesterol is an important factor affecting the membrane insertion of b-amyloid peptide (Ab 1-40), 
which may potentially inhibit the fibril formation. J. Biol. Chem. 277, 6273–6279 (2002).
www.nature.com/scientificreports/
1 2Scientific RepoRtS |  (2018) 8:5497  | DOI:10.1038/s41598-018-23920-3
 82. Kakio, A., Nishimoto, S. I., Yanagisawa, K., Kozutsumi, Y. & Matsuzaki, K. Cholesterol-dependent formation of GM1 ganglioside-
bound amyloid b-protein, an endogenous seed for Alzheimer amyloid. J. Biol. Chem. 276, 24985–24990 (2001).
 83. Gaglione, R. et al. Cell milieu significantly affects the fate of AApoAI amyloidogenic variants: predestination or serendipity? 
Biochim. Biophys. Acta 1862, 377–384 (2018).
 84. Lee, G., Pollard, H. B. & Arispe, N. Annexin 5 and apolipoprotein E2 protect against Alzheimer’s amyloid-b-peptide cytotoxicity by 
competitive inhibition at a common phosphatidylserine interaction site. Peptides 23, 1249–1263 (2002).
 85. Saito, H. et al. a-Helix formation is required for high affinity binding of human apolipoprotein A-I to lipids. J. Biol. Chem. 279, 
20974–20981 (2004).
 86. Sparks, D. L., Lund-Katz, S. & Phillips, M. C. The charge and structural stability of apolipoprotein A-I in discoidal and spherical 
recombinant high density lipoprotein particles. J. Biol. Chem. 267, 25839–25847 (1992).
 87. Yokoyama, S., Fukushima, D., Kupferberg, J. P., Kezdy, F. J. & Kaiser, E. T. The mechanism of activation of lecithin:cholesterol 
acyltransferase by apolipoprotein A-I and an amphiphilic peptide. J. Biol. Chem. 255, 7333–7339 (1980).
 88. Derksen, A. & Small, D. M. Interaction of ApoA-1 and ApoE-3 with triglyceride-phospholipid emulsions containing increasing 
cholesterol concentrations. Model of triglyceride-rich nascent and remnant lipoproteins. Biochemistry 28, 900–906 (1989).
 89. Saito, H., Minamida, T., Arimoto, I., Handa, T. & Miyajima, K. Physical states of surface and core lipids in lipid emulsions and 
apolipoprotein binding to the emulsion surface. J. Biol. Chem. 271, 15515–15520 (1996).
Acknowledgements
TEM observations were performed by Ms. K. Yan and Dr. K. Hirose (EM group, Open Research Facilities Station, 
TIA Central Office, AIST). This work was partly supported by JSPS KAKENHI Grant Number JP17H03979 
(H.S.), the Hyogo Science and Technology Association (H.S.), and Kyoto Pharmaceutical University Fund for the 
Promotion of Scientific Research (H.S.). The authors thank Dr. Michael C. Phillips (University of Pennsylvania) 
for valuable advice.
Author Contributions
A.S. and A.O. designed and synthesized peptides. T.B. and T.S. recorded the TEM and TIRFM images, 
respectively. T.O. performed MS measurements. C.M., M.N., and N.K. performed all other experiments. K.N. 
provided statistical analyses of data. C.M., T.O., K.O., and H.S. designed the study, and C.M., K.N., and H.S. wrote 
the paper. All authors reviewed the results and approved the final version of the manuscript.
Additional Information
Supplementary information accompanies this paper at https://doi.org/10.1038/s41598-018-23920-3.
Competing Interests: The authors declare no competing interests.
Publisher's note: Springer Nature remains neutral with regard to jurisdictional claims in published maps and 
institutional affiliations.
Open Access This article is licensed under a Creative Commons Attribution 4.0 International 
License, which permits use, sharing, adaptation, distribution and reproduction in any medium or 
format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the Cre-
ative Commons license, and indicate if changes were made. The images or other third party material in this 
article are included in the article’s Creative Commons license, unless indicated otherwise in a credit line to the 
material. If material is not included in the article’s Creative Commons license and your intended use is not per-
mitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from the 
copyright holder. To view a copy of this license, visit http://creativecommons.org/licenses/by/4.0/.
 
© The Author(s) 2018
